[Abstract] The generation of mast cells for in vitro studies comes from a variety of sources including mast cell lines (MC/9) (McCurdy et al., 2001) , bone marrow-derived mast cells (BMMCs) 
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Krisztina V. Vukman examining pro-inflammatory responses, mast cells generated from cells obtained from the peritoneal cavity give stronger responses. PCMCs can also be generated from knockout and transgenic mice making them a good source to examine specific factors important for mast cell function. However, due to the low yield of cells generated using this method (1 million per mouse) their use is restricted and therefore in most studies more than one source of mast cells may be required. The different sources of mast cells can display phenotypical and functional differences and therefore it is important that when designing an experiment, the correct cellular source is obtained. Here, we describe a protocol for the isolation and culture of murine mast cells from peritoneal cavity cells. 2. Spray mouse thoroughly with 70% alcohol (or IMS) and lay down on 70% alcohol soaked paper.
3. Make a small incision below the sternum of the mouse and peel the fur back from the chest. Be careful not to puncture the peritoneum. Use sterile scissors and tweezers.
4. Inject 1 ml air and 10 ml ice cold sterile PBS into the peritoneal cavity of the mouse using 10 ml syringe with a 19-gauge needle.
Note: 1:1 mixture of air and PBS can also be used to avoid leaking.
Do not remove the needle.
6. Give 30 sec massage on two sides of the mouse with fingers. Be careful not to push too hard the mouse. 14. Put the flasks into the incubator (37 °C, 5% CO2).
Collect the PBS with the cells into a Falcon tube with the syringe.

Note: Needle can be replaced for a bigger one to collect cells from the peritoneal cavity.
Day 3
15. Remove non-adherent cells by discarding the medium and add 5 ml fresh medium (with 10 ng/ml IL-3 and 30 ng/ml SCF) to every flask.
16. Put them back into the incubator (37 °C, 5% CO2).
Day 6
17. Add 5 ml fresh medium (with 10 ng/ml IL-3 and 30 ng/ml SCF) to every flask. 20. Purity can be tested with Kimura staining by mixing the cell suspension and Kimura dye
(1:1) and after 5 min at 37 °C count cells under a light microscope. Mast cells will be stained red/purple (Kimura et al., 1973) .
Note: Expected cell number is 0.5-1.5 x 10 6 PCMC/mouse after culturing. Purity is > 95% (Figure 1) . 6. NaH2PO4 solution 60 mM NaH2PO4 (1.03 g)
Total 100 ml (pH 6.4)
